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The relative expression of C1qtnf family mRNA in the joints of HTLV-I Tg and mice IL-1 Ra KO mice to WT mice were determined by quantitative RT-PCR (WT: n = 6, HTLV-I Tg: n = 6, and IL-1 Ra KO: n = 7). C1qtnf8 is not conserved in mice. Average and s.e.m. are shown. *P < 0.05, **P < 0.01, and ***P < 0.001. Student's t-test. (c) Structure of the mouse C1qtnf6 locus (WT allele), the C1qtnf6 targeting construct (Targeting vector), and the predicted mutated C1qtnf6 gene (Mutant allele). Exons are represented by black boxes. Exon 3 of the C1qtnf6 gene, encoding the C1q domain, was replaced by the neomycin resistance gene (Neo r ). For negative selection, a diphtheria toxin gene (DT) was attached to the 3' end of the genomic fragment. SacII was used for linearization. (d) The C1qtnf6-deficient allele was confirmed in the HindIII (H)-digested genome by Southern blot hybridization analysis using the 5' probe (left). The C1qtnf6-deficient allele was confirmed in the EcoRV (E)-digested genome by Southern blot hybridization analyses using the 3' probe (right). (e) Lack of C1qtnf6 expression in the spleen was confirmed by RT-PCR using primers F and R (Supplementary Table 1 (a) The sera of WT and C1qtnf6 -/-mice (KO) (1 year of age) were collected and ANA, RF IgG and RF IgM levels were determined by ELISA (WT: n = 15 and KO: n = 20). *P < 0.05 and ***P < 0.001. Student's t-test. The expression of CD4, CD8, CD3, B220, CD11b, and CD11c in thymocytes (b), splenocytes (c) and LN cells (d) in WT and C1qtnf6 -/-(KO) mice were analyzed by flow cytometry. The numbers in each panel indicate the percentage of cells within the specific gate as a fraction of total cells. These data are representative of six mice. (e-h) The sera before (pre) and after 7, 14, and 30 day immunization were collected from WT and C1qtnf6 -/-(KO) mice. TNP-KLH-specific IgG1 (e) and IgM (f), TNP-AECM-Ficoll-specific IgG3 (g), and IgM (h) levels were determined by ELISA. The data from two independent experiments were combined (n = 10 each in e, and f, and n = 9 in g and h). Student's ttest. (i) Total protein in the urine from aged WT and C1qtnf6 -/-mice was measured by BCA protein assay (WT: n = 10 and KO: n = 9). Student's t-test. Average and s.e.m. are shown. (a) The dorsal skin of mice after the cutaneous RPA reaction. The circles indicate exuded Evans blue dye. Scale bar, 0.5 cm. These data are representative of six mice. For quantitative analysis of vascular permeability, extracted Evans blue dye was quantitated (WT, KO: n = 6 each). ***P < 0.001. Student's t-test. Similar result was obtained in another independent experiment. (b) Incidence (left) and severity score (right) of EAE (WT: n = 11, KO: n = 11). *P < 0.05. χ 2 test and Mann-Whitney U-test. All data were reproduced in another independent experiment with similar results. Average and s.e.m. are shown.
